64 bp 147 bp 166 bp 

mmaA4 mmaA3 mmaA2 mmaAl 

IT 

906 bp 882 bp 864 bp 861 bp 

Fig. 1. Schematic diagram of methoxy mycolic acid synthase mmaA 
4-mmaA 1 gene cluster of mycobacteria and location of forward A, and 
reverse D primers. 
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CTACTTCGCCAGCGTGAACTGGTTGACGTCGATGTAGCCGACCCGGAACAGCTTGGCGCAGCCGGTCA 
GGTATTTCATGTACCGCTCGTAGACCTCTTC 

GCGCCTCGGCCCACAGGTCGAGGGTCCTGGCGTAATGCGGCTGCAGCGACTGGCGGCGAGTCAGCGT 

GAAACCCGTCTTCGCCGACTGTTCCTCAACCATTTCAATCGTCGGAGGTTGGCCCCCCGGGAAGATTTC 

GGTCGCGATGAACTTGAGAAAGCGGGCCAGCCACAACGTGAGCGGCAAGCCGTGGTCGACCATCTGC 

TGCCTGGTCAGGCCGGTGATCGTGTGCAGCAGCAACACGCCATCGGGCGGCAGGATTTTGTGGGCCCG 

GGCGAAGAAGTCGGCGTGACGATCGTGGCCGAAGTGCTCGAACGCGCCGATCGACACGATGCGGTCG 

ACGGGCTCGTTGAACTGCTCCCATCCCGCCAGCAACACTCGCCTGTCGCGCGGGGTGTCCATCTCGTCG 

AACGACTTCTGCACATGGGCGGCCTGGTTCTTCGACAATGTCAGGCCGACGACGTTGACGTCATACTG 

CGCGATCGCGCGCCGCATGGTGGCGCCCCAGCCGCAACCGATATCGAGCAGCGTCATGCCGGGCTGCA 

GACCTAGCTTGCCCAGCGCCAGGTCGATCTTGGCGATCTGGGCCTCTTCCAGCGTCATGTCCTCGCGTT 

CGAAATGCGCGCAGCTGTAGGTCTGGGTCGGATCCAGGAACAGCCGGAAGAAGTCGTCGGACAGGTC 

GTAGTGTGCCTGCACGTCCTCGAAGTGCGGCGT^^ 

ttcggtgcttgcacggaacgcaccgatgcttccccctccccgcatgctcgaggcatgctatccgatacagggccgccgcactaaaccgcgatcgaatttgcccaggtca 

gggaacggatatgagcggacgagCTACTTGGTCATGGTGAACTGGGCGACGTTGATTAGGCCTCTGCGGAAGCGCT 

CCGCGCATCCGGTCAGATAGTGCATGAAGTTGTTGTAGACCTCTTCGGACTGTACGGCGATGGCGCGT 

TCGCGGGCAGCCTGTAGGTTGGCGGCCCATGCATC G^ GA GTCCGTGCG TA G7G CTGCTGCAGCAGCTGG 

ACATGCTCGATGGTGAAGCCCGCGGCCTGCGCATTGTCGACAATGTCGGGCTCCGATGGCAGCTCGCC 

GCCCGGGAAGATCGACTCCCGCAGGAATTTGAGGAATCGAAGGTCGCTCATCGTCAGCGCAATGCCCT 

GTTCGTGCAGCCACCTGCGGTCGTAGGTGAACAGGCTGTGCAGTAGCATCCGCCCGTCATCGGGCAGG 

ATGTCGTAGGAGCGTTCGAAGAACGTCAGATACCGCTCCTTTTTGAACGCGTCGAATGCCTCAAAGCT 

GACGATCCGGTCGACGTTCTCTTCAAACTCTTCCCAGCCCTGCAGCCGGGCCTCGGCGCGCCGTTGCGT 

TCCGATTGCGGCCAGGCGGTCTTTGCTGCGTTCATAGTGATTCCGGCTGAGCGTGAGGCCGATGACATT 

GACGTCGTACTTCTCCACGGCCCGAACGAGCGCCCCGCCCCACCCGCAACCCACGTCGAGTAGCGTCA 

TCCCCGGTTCGAGGTTCAGCTTGTCCAACGCCAGATCCACCTTGGCCAGTTGCGCCTCTTCCAGCGTCA 

TATCGTCACGCTCGAAATAGGCGCAGGTGTAGACCCAGGTGGGATCGAGGAACAACGCGAAGAAGTC 

ATCCGAAATGTCGTAAGCCGACTGTGACTCTTCGTAATATGGTCTCAGCTTGGCCAT 

Fig. 2. Sequence of mmaA2 and mmaAl gene with an intergenic region of 166 base pair (shown in lower 
case. Location of forward A, sequence ID 1 and reverse primer D, sequence ID 2. Both primer sequences 
are underlined and italicized. 



29 



SGRDC\275219.l 



1 2 3 4 5 6 7 8 9 10 11 12 13 14 




Fig. 3. PCR amplification of different mycobacterial genomic DNAs with primers A 
and D (lanes 1- 15): 1. M.avium 2. M.bovis 3. M.chelonae 4. M.fortuitum 5. 
M.intracellulare 6. M.kansassi 7. M.phlei 8. 100 bp DNA ladder 9. M.marinum 10. 
M.scrofulaceum W.M.smegmatis 12. M.szulgai, 13. M tuberculosis and 14. negative 
control. AD indicates 363 bp-amplified product. 
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BEST AVAILABLE COPY 



a 



a 



c Spacer 166 bp mmaA 1 1 75 bp £ 

" / 

Mspl 33lpt f Mspl 244 bp 

Had 47 bp HaeI219bp 

Fig. 4. Line diagram showing restriction endonuclease map of Hael 
and Mspl within AD. 
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Spacer 166 bp 



mmaAl 175 bp 



a- 



Fmul 38 bp 

CviRI 61 



Fmbl 123 
bp 



'1 



bp 



Fmul 3 30 bp 



CviRI 257 bp CviRI 334 bp 



TaqI98bpTaqI 142 bp 



TaqI 337 



bp 



Fig. 5. Line diagram showing restriction endonuclease map of Fmul, 
CviRI and TaqI within AD. 
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t . » 



& i 

e Spacer 166 bp mmaA1175bp £ 

\~ ( V 

Aca IV 45 JfJace IV 120^^W21^^^ra^32J|p 

Hae III 47 bp Hae III 122 bp Hae III 219 bp Hae III 328 bp 

r 

Fig. 6. Restriction map of AD showing distribution of the sites 
of restriction endonucleases AcalV and Haelll. 
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Fig. 7. Line diagram showing different steps of PCR reaction 
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